We have previously shown that secreted protein acidic and rich in cysteine (SPARC) promotes myogenic differentiation of rat skeletal muscle progenitor cells in vitro, and in vivo small interfering RNA (siRNA)-mediated transient suppression of SPARC expression in skeletal muscle of mice causes atrophic changes of myofibers, suggesting that SPARC plays a role in the maintenance of skeletal muscle function. In order to know the effect of long-term deficiency of SPARC on skeletal muscle, we performed phenotypic analyses of skeletal muscle of SPARC-null mice. Age-associated changes of myofiber diameters were comparable between wild type (WT) and SPARC-null mice at all ages examined, indicating that the growth of myofibers is unaffected by the absence of SPARC. On the other hand, accumulation of fibrillar collagen was significantly reduced in SPARC-null mice compared to WT mice after 5 months of age without significant changes of collagen I gene expression. The results obtained in the present study suggest that SPARC plays a role to maintain the stiffness of skeletal muscle by regulating collagen accumulation.
Skeletal muscle comprises a bundle of myofibers, which are terminally differentiated multinucleated cells. The stiffness of skeletal muscle is affected by a variety of factors. The composition of extracellular matrix (ECM), especially, fibrillar collagen, is the major factor affecting skeletal muscle stiffness [19] . Type I collagen is the most abundant collagen species comprising fibrillar collagen, while type IV collagen is the major constituent of basement membrane [8] .
Secreted protein acidic and rich in cysteine (SPARC) is a secretory nonstructural, matricellular glycoprotein. We have previously shown that SPARC promotes myogenic differentiation of rat skeletal muscle progenitor cells in vitro [15] . In addition, siRNAmediated transient suppression of SPARC expression in skeletal muscle of mice caused atrophic changes of myofibers [14] . These results suggested that SPARC plays a role in the maintenance of skeletal muscle function.
SPARC is shown to be involved in the regulation of fibrillar collagen synthesis in heart and skin [3, 6] . Pro-collagen bound by SPARC is hindered from interacting with surface collagen receptors, thus leading to an efficient incorporation into fibrillar collagen. However, in the absence of SPARC, as pro-collagen is retained on the cell surface receptor, fibrillar collagen synthesis is suppressed [17] . In accordance with this mechanism, phenotypic analyses of SPARC-null mice revealed that several connective tissues such as those in the dermis, heart and fat were shown to contain less fibrillar collagen [2] . Fibrosis, an excessive accumulation of fibrillar collagen, in skeletal muscle impairs its function [11, 12] , and is a cause of increased stiffness of skeletal muscle. Thus, elucidating whether SPARC is also involved in the regulation of fibrillar collagen accumulation in skeletal muscle is important to understand the mechanism of fibrosis, which is a hallmark of some skeletal muscle pathologies such as muscular dystrophy and sarcopenia (age-associated skeletal muscle loss).
In order to know the effect of long-term deficiency of SPARC on skeletal muscle phenotype, in the present study, we employed SPARC-null mice and performed phenotypic analyses of skeletal muscle.
MATERIALS AND METHODS

Mice and sample collection
A pair of male and female SPARC-(+/−) C57BL/6J mice was kindly gifted from Dr. Amy D. Bradshaw [16] . They were inhouse crossed, and the PCR-genotyped off-springs were bred for several generations. Only wild type (WT) and SPARC-(−/−) doi: 10.1292/jvms. (SPARC-null) male mice were used in this study. All mice were maintained in the animal facility of our laboratory under controlled environmental conditions at 23°C with lighting conditions of 12 hr of light and 12 hr of darkness (lights on at 0700). Mice were fed ad libitum with commercial chow (Lab MR-Stock Nihon Nosan Kogyo, Yokohama, Japan). Mice were killed by inhalation of carbon dioxide gas at 2, 5, 11, 16 and 22 months of age, and the tibialis anterior (TA) muscle was obtained. TA muscles were then snap-frozen in isopentane cooled by liquid nitrogen and stored at −80°C until use. The number of mice used were as follows: 2 months (WT=4, SPARC-null=4), 5 months (WT=3, SPARC-null=4), 11 months (WT=3, SPARC-null=4), 16 months (WT=3, SPARC-null=9), and 22 months (WT=5, SPARC-null=3), respectively. All animal experiments were performed in accordance with the Guide for the Care and Use of Laboratory Animals of the University of Tokyo and were approved by the Institutional Animal Care and Use Committee of The University of Tokyo.
Histological analyses
Frozen sections (7 µm thick) were prepared transversely from mid-belly region of TA muscle by a cryostat (Microm International GmbH, Walldolf, Germany) and attached on Matsunami Adhesive Silane (MAS)-coated slide glass (Matsunami Glass Ind., Ltd., Osaka, Japan). One section from each muscle was used for the following analyses.
The sections were fixed with 4% paraformaldehyde in phosphate buffered saline (PFA/PBS) for 15 min at room temperature. After washing thrice with PBS (5 min each), the sections were stained with Masson trichrome solution, dehydrated, and mounted with Multi Mount 220 (Matsunami Glass Ind., Ltd.).
For immunohistochemistry, the sections were fixed with 4% PFA/PBS for 15 min at room temperature, washed 3 times (5 min each) with PBS, and blocked with 5% normal goat serum (NGS) in PBS for 30 min. After blocking, the sections were incubated at 4°C overnight with rabbit anti-laminin antibody (Sigma; 1:200 with 5% NGS/PBS). After washing thrice with PBS (5 min each), the sections were incubated with AlexaFluor 488-conjugated secondary antibody (Invitrogen; 1:500 with 5% NGS/PBS) for 1 hr at room temperature. Nuclei were counterstained with Hoechst 33258, and mounted with Fluoromount TM (Diagnostic Biosystems, Pleasanton, CA, U.S.A.).
For myofiber size analysis, laminin-stained sections were observed and photographed randomly under a microscope (BX51; Olympus) with 20 × objective so that at least 200 fibers were analyzed. The images were converted to binary images with Adobe Photoshop Elements 10 (2) (Adobe Systems Inc., San Jose, CA, U.S.A.), and minimum feret diameters of myofibers surrounded by laminin-staining were measured with Image J software (ver 1.46r; NIH, Bethesda, MD, U.S.A.). For analysis of Masson trichromestained area, seven randomly chosen images for each section were taken with 10 × objective, and converted to binary images. The converted images were analyzed with Image J software to calculate Masson trichrome-stained area.
Quantitative real time PCR
The TA muscles were homogenized in TRIzol (Invitrogen, Carlsbad, CA, U.S.A.) using Shake Master (ver. 1.0, Bio Medical Science Inc., Tokyo, Japan), and RNA was isolated according to the manufacturer's protocol. The RNA was reverse transcribed to cDNA using SuperScript II (Invitrogen). The Thunderbird SYBR green qPCR system (TOYOBO, Osaka, Japan) was used to analyze the expression of genes detected on the Light Cycler (Roche, Basel, Switzerland). The primer set used were as follows: col1A1 forward, ccgctggtcaagatggtc; col1A1 reverse, ctccagaatttccaggttct; col4A1 forward, tggcacaaaagggacgag; col4A1 reverse, ggccaggaataccaggaag; hprt forward, agtcccagcgtcgtgattagccat; hprt reverse, cttgagcacacagagggccacaat.
Statistical analysis
Values are shown as mean and standard error. A Student t-test was used to examine statistical differences between 2 groups. Both mean and median values of myofiber diameters were evaluated as follows. Mean values were compared using the Student t-test, whereas median values were compared using the Wilcoxon rank sum test. Statistical analyses were performed with Statcel 3 (add-in software for Excel from The Publisher OMS Ltd., Tokyo, Japan). P-values less than 0.05 were considered statistically significant.
RESULTS
Age-related changes in overall body and skeletal muscle (tibialis anterior) weights are shown in Fig. 1A . After 5 months of age, the body weights of SPARC-null mice were lower compared to WT mice though the statistically significant differences were observed (P<0.05) only at 5 and 11 months of age. The skeletal muscle weights of SPARC-null mice were also lower than WT mice after 2 months of age though the statistically significant difference was observed (P<0.05) only at 5 months of age (Fig. 1B) . These results suggest that the overall decrease in whole body weights of SPARC-null mice reflect, at least in part, the reduced skeletal muscle weights.
In order to know whether decreased skeletal muscle weights of SPARC-null are due to the growth retardation of myofibers, the age-related changes in the diameters of myofibers were measured. As shown in Fig. 2 , the distributions of myofiber diameters were comparable between WT-and SPARC-null mice at all ages examined, indicating that the growth of myofibers is unaffected by the absence of SPARC.
Since SPARC is involved in the regulation of fibrillar collagen synthesis [3, 6, 17] , and several connective tissues such as those in the dermis, heart and fat were shown to contain less fibrillar collagen in SPARC-null mice [2, 4, 6, 10] , it is possible that the accumulation of collagen fibril in skeletal muscle was altered in the absence of SPARC, reflecting in the reduced skeletal muscle weights of SPARC-null mice. As depicted in Fig. 3 , quantitative analyses of Masson trichrome-stained area revealed that the accumulation of collagen fibril was significantly reduced in SPARC-null mice compared to WT mice after 5 months of age (Fig.  3B) . These results suggest that the lack of SPARC leads to a decreased fibrillar collegen accumulation in skeletal muscle. The major fibrillar collagen species in a variety of tissues including skeletal muscle is type I collagen [11] . In order to know whether the reduced collagen fibril in skeletal muscle of SPARC-null mice is accompanied with decreased type I collagen gene expression, qRT-PCR was performed. As shown in Fig. 4A , the expression level of col1A1 (corresponding to type I collagen) was comparable between WT and SPARC-null mice, except at 22 months of age. In addition, there was no difference in col4A1 (corresponding to type IV non-fibrillar collagen) expression between WT and SPARC-null mice. These results indicated that, at least up to 16 months of age, the reduced fibrillar collagen accumulation in skeletal muscle of SPARC-null mice is not due to decreased gene expression.
DISCUSSION
The current study demonstrated that the lack of SPARC does not affect growth of myofibers but leads to reduced accumulation of collagen fibril independent of type I collagen (col1A1) gene expression.
We reported previously that transient inhibition of SPARC expression in mouse skeletal muscle by in vivo siRNA treatment causes myofiber atrophy, which is accompanied with an up-regulation of atrogin1, skeletal muscle specific ubiquitin ligase, and suggested that SPARC is involved in maintaining skeletal muscle mass [14] . We also demonstrated that siRNA-mediated suppression of SPARC expression inhibited myogenic differentiation of rat skeletal muscle progenitor cells in vitro [15] . On the other hand, in the present study, we did not observe any difference in the myofiber growth between WT and SPARC-null mice at all ages examined. Though the discrepancy between our two studies is currently unclear, it should be noted that the SPARC family of proteins, such as hevin, SMOC-1, SMOC-2, SPOCKs, and follistatin-like protein 1, are not only structurally similar to SPARC but also have partially redundant functions [2] , and most of SPARC family of proteins is shown to be present in skeletal muscle [5, 7, 9, 10] . Thus, it is possible that the other SPARC family of proteins compensates continuous absence of SPARC.
SPARC has a role in post-synthetic pro-collagen processing [3, 6] including incorporation and stabilization of collagen I into the insoluble ECM [17] . It is reported that increased myocardial fibrosis is accompanied with the preceding up-regulation of SPARC expression, and this increased fibrosis is not correlated with the expression level of col1A1 [13] . In addition, the absence of SPARC resulted in an increased cardiac rupture after acute myocardial infarction due to an insufficient accumulation of assembled fibrillar collagen [18] . The experimentally induced liver fibrosis has been reduced in SPARC-null mice compared with WT mice [1] . These reports are in accordance with our current results that accumulation of fibrillar collagen in skeletal muscle of SPARC-null mice is less than WT mice, and reduced accumulation of fibrillar collagen was observed without decreased col1A1 expression, except at 22 months of age. Thus, it is suggested that SPARC has a role in the regulation of fibrillar collagen content in extracellular matrix, and SPARC would be a possible therapeutic target to reduce fibrosis in muscular dystrophy and sarcopenia. Myocardial stiffness and the amount of accumulating fibrillar collagen content are well correlated [3, 13] . It should be noted that, in the present study, although no quantitative analysis was performed, the experimenters (the first and corresponding authors) noticed at the time of sampling that the skeletal muscle of SPARC-null mice is softer than WT mice. Since the stiffness is one of the important factors affecting meat quality, reducing fibrillar collagen content in skeletal muscle would possibly lead to an increased tenderness of meat. Thus, SPARC is expected to be a possible target molecule to control meat quality in animal science field. 
